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Abstract
Hereditary spastic paraplegias (HSPs) comprise a group of neurodegenerative disorders that are characterized by
progressive spasticity of the lower extremities, due to axonal degeneration in the corticospinal motor tracts. HSPs are
genetically heterogeneous and show autosomal dominant inheritance in ,70–80% of cases, with additional cases being
recessive or X-linked. The most common type of HSP is SPG4 with mutations in the SPAST gene, encoding spastin, which
occurs in 40% of dominantly inherited cases and in ,10% of sporadic cases. Both loss-of-function and dominant-negative
mutation mechanisms have been described for SPG4, suggesting that precise or stoichiometric levels of spastin are
necessary for biological function. Therefore, we hypothesized that regulatory mechanisms controlling expression of SPAST
are important determinants of spastin biology, and if altered, could contribute to the development and progression of the
disease. To examine the transcriptional and post-transcriptional regulation of SPAST, we used molecular phylogenetic
methods to identify conserved sequences for putative transcription factor binding sites and miRNA targeting motifs in the
SPAST promoter and 39-UTR, respectively. By a variety of molecular methods, we demonstrate that SPAST transcription is
positively regulated by NRF1 and SOX11. Furthermore, we show that miR-96 and miR-182 negatively regulate SPAST by
effects on mRNA stability and protein level. These transcriptional and miRNA regulatory mechanisms provide new functional
targets for mutation screening and therapeutic targeting in HSP.
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Introduction
Hereditary spastic paraplegias (HSPs) are a group of genetically
heterogeneous neurodegenerative disorders that are characterized
by progressive symmetric spasticity of lower extremities [1–5].
Neuropathological studies have shown that HSP patients have
axonal degeneration of the corticospinal or pyramidal motor and
sensory tracts that control the lower extremities [3–4,6]. HSP may
be accompanied by muscle weakness, increased stiffness, hyperre-
flexia, extensor plantar responses, bladder disturbances, and
vibratory sense impairment [2,4]. HSPs are clinically classified
as ‘pure’ when they occur with the above features in isolation and
‘complicated’ when they are associated with additional neurolog-
ical disorders such as mental retardation, amyotrophy, epilepsy,
ataxia, deafness, or optic neuropathy [2,4].
HSPs are genetically heterogeneous with many genes involved
in their etiology. Dominant inheritance accounts for ,70% of
HSP, although the mode of inheritance can also be autosomal
recessive, X-linked, or sporadic with no familial pattern [2–3,7].
Classification of HSPs is based on their specific chromosomal
gene/locus as ‘‘SPG’’ (spastic gait) followed by a progressive
number. To date, 48 chromosomal loci have been linked to
pathogenesis, although for about half of these the etiological gene
remains unidentified [2–3,5,7]. The most common form of HSP,
SPG4, results from various types of mutations in SPAST, which
occur in 40% of the dominantly inherited cases [3–4,7–8]. These
mutations include nonsense, missense, and splice mutations that
affect the coding sequence (http://www.hgmd.cf.ac.uk/ac/gene.
php?gene=SPAST) [9–13] as well as deletions or duplications of
coding exons [8,10–12,14]. Mutations in other genes also result in
autosomal dominant HSP, including REEP1 (SPG31), ATL1
(SPG3A), KIF5A (SPG10), HSPD1 (SPG13), NIPA1 (SPG6),
KIAA1096 (SPG8), BSCL2 (SPG17), and SLC33A1 (SPG42), but
the frequency of such occurrences is minor in comparison to
SPAST mutations [10,13,15–21].
SPAST encodes spastin, which is a member of the AAA
(ATPases associated with a variety of cellular activities) protein
family [5,22–23]. Spastin possesses microtubule-severing ability,
and contributes to membrane modeling, intracellular and axonal
transport of vesicles [1,3,5,7]. It has been suggested that
mutations in SPAST lead to disease pathogenesis by a haploin-
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SPG4 cases appear to involve a dominant-negative mutation
mechanism [26–27]. Combined, the evidence suggests that
precise or stoichiometric levels of spastin are necessary for
biological function, which may not be surprising given that
spastin forms a hexameric ring with pore loops that bind and tug
the tubulin C-terminal tails to disrupt tubulin polymeric
interactions and sever microtubules [28–30]. Therefore, we
hypothesize that alterations in the production level of spastin
could contribute to the development or progression of disease. In
order to address how spastin is produced, we examined
regulatory mechanisms involved in the expression of SPAST in
eutherian mammals, including human. We demonstrate that the
transcription factors (TFs) NRF1 and SOX11 as well as the
microRNAs (miRNAs) miR-182 and miR-96 are major factors
involved in the regulation of SPAST. These findings provide
a foundation for understanding regulation of spastin expression,
identify new target sequences for mutation screening at the SPG4
locus, and suggest novel approaches to consider for therapeutic
approaches in dominantly inherited spastic paraplegia.
Results
Previous studies have shown that SPAST has numerous
transcriptional start sites (TSS) that define the first exon, although
two major alternative TSS for SPAST can be delineated (Fig. 1A)
[31]. Interestingly, the region between the two TSS has partial
promoter activity [31], while the 179-bp region 59 of the first TSS
has the highest levels of SPAST promoter activity [31,32].
However, the TFs regulating SPAST promoter activity have not
been previously defined, particularly upstream of the 59-most TSS.
To examine the transcriptional as well as post-transcriptional
regulation of SPAST, we used molecular phylogenetic methods
[33–34] to identify conserved sequences of putative TF binding
sites and miRNA targeting motifs in the SPAST promoter and 39-
UTR, respectively. Subsequently, we used a variety of molecular
experimental methods to confirm and extend the predictions from
the phylogenetic approach.
Evolutionary Conserved cis-binding Motifs in the SPAST
Promoter
Using bioinformatics analysis, the non-coding region upstream
of the two TSS for SPAST was found to be rather poorly conserved
in 21 mammals with sufficient sequence coverage for full analysis,
without a single motif of $6-nt as expected for a TF binding site
(Fig. 1A,B; Fig. S1A,B,C). Nevertheless, several patches of
increased conservation corresponded to motifs identical to the
consensus binding sites for three TFs. The most highly conserved
motif, 59-CAACAAAGA-39 (Fig. 1B; Fig. S1A,C) corresponds to
a consensus binding motif for SOX11 and SOX4 [35–36],
members of the SOX-C family of TFs [37]. This putative TF
binding site is identical in 19 of 20 eutherian mammals (Fig. 1B)
and in two marsupials, the South American opossum (Fig. S1C)
and tammar wallaby (data not shown), but has been replaced in
the elephant (Fig. S1B). Flanking either side of the putative
SOX11/SOX4 motif were 1–3 copies of a related sequence in
different mammals (Fig. 1A,B; Fig. S1A,B,C), each matching the
binding motif 59-yGCGCAnGCGCr-39 that is specific for nuclear
respiratory factor-1 (NRF1) [38–39]. The NRF1 consensus is both
a palindrome and repeating pyrimidine (y)-purine (r) sequence,
where a maximum of one mismatch in one GCGC motif is
allowed to maintain binding affinity [39–40], with the 39-most
motif in the SPAST promoter a perfect match to the NRF1
consensus. Interestingly, there are four NRF1 motifs in the
elephant SPAST promoter with 3 of these identical to the
consensus and derived by 18-nt and 29-nt duplications that
replace the putative SOX11/SOX4 motif (Fig. S1B). Finally,
although not generally conserved in the same position in all
species, there are up to 6 potential binding sites in each species
that match the GC-rich consensus for Sp1, typically found in
CpG-rich mammalian promoters [41]. Taken together, the
phylogenetic analysis suggests that NRF1, SOX11, and Sp1 may
contribute to SPAST transcriptional regulation in mammals.
NRF1 Positively Regulates Transcription of SPAST
To determine if NRF1 regulates the expression of SPAST,w e
sought to first show that NRF1 physically binds to the SPAST
promoter. Using chromatin immunoprecipitation (ChIP) assays,
we found that NRF1 binds specifically and robustly to the SPAST
promoter in human SK-N-SH cells (Fig. 2A) and in murine
Neuro2a cells (Fig. 2B). Independently, these data have been
validated by ENCODE genome-wide ChIP studies that also
demonstrates NRF1 binding to the SPAST promoter region
(http://genome.ucsc.edu/cgi-bin/hgTracks). To confirm that
NRF1 not only binds the SPAST promoter but also plays a role
in its expression, we determined the effect on SPAST expression
resulting from reduction of NRF1 levels by targeting NRF1 mRNA
with a specific siRNA. A NRF1 shRNA expression vector
(pSUPER-NRF1) [42] transfected into SK-N-SH cells significantly
reduced NRF1 and SPAST transcript levels to,20% and ,60% of
mRNA levels measured in mock-transfected control cells, re-
spectively (Fig. 3).
To further validate the role of NRF1 in SPAST expression, we
generated a SPAST-promoter-luciferase reporter construct by
ligating a 304-bp fragment of the SPAST promoter (-197 to+107
relative to the 59-TSS) and containing all conserved TF motifs into
the pGL3e luciferase reporter vector (Fig. 4A). This full-length
SPAST-promoter construct was then co-transfected into SK-N-SH
cells with each of three different pSUPER-shRNA vectors.
Compared to control cells expressing an unrelated siRNA [42],
which have a high level of luciferase activity, siRNA specially
targeting the luc-coding sequence significantly decreased luciferase
levels by ,66% (Fig. 4B); retention of some luciferase activity is
likely due to protein stability or incomplete mRNA knockdown. In
contrast, siRNA specifically targeting NRF1 virtually abolished
luciferase activity with only basal levels detected (Fig. 4B).
Combined, these results show that NRF1 is an essential positive
regulator of SPAST transcription.
SOX11 Activates SPAST Transcription
To determine if the putative SOX11 binding site is involved in
transcriptional regulation of SPAST, we engineered a set of nested
deletions in the full-length SPAST-promoter-luciferase reporter
construct, which contains a binding site for NRF1 and putative
binding motifs for Sp1 and SOX11 (Fig. 5A, left). Each construct
was transfected into human Flp-In-293 cells. Compared to the full-
lengthSPAST-promoterwithrobusttranscriptionalactivationofthe
luciferase reporter (almost 40-fold over the pGL3b vector control),
deletion of the 59-most Sp1 motif and an NRF1-like motif (the latter
expectedtohavelowaffinityinhuman,duetotwochangesfromthe
NRF1 consensus [40]) led to a statistically significant ,20%
reduction in luciferase activity (Fig. 5A, right). An additional
deletion that specifically removed 37-nt including only the putative
SOX11bindingmotiffurthersignificantlyreducedpromoter-driven
luciferase activity by another ,23% (Fig. 5A, right). To establish
whether SOX11 binding is responsible for the latter positively-
acting cis-element, we used co-transfection of a SOX11 expression
vector [43] to over-express SOX11 along with the same set of three
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SOX11 over-expression significantly increased luciferase activity
for the two SPAST-promoter reporter vectors with the putative
SOX11 binding motif but not for the reporter construct that lacked
this site (Fig. 5B, right). These results indicate that SOX11 acts as
a positively-acting TF for SPAST expression.
Figure 1. Transcriptional regulation of the SPAST gene encoding spastin (SPG4). A) Cartoon showing the human SPAST promoter structure
with cis-elements representing putative transcription factor (TF) binding sites for NRF1, SOX11, and Sp1. As is typical of CpG-promoters, transcription
start sites (TSS) are spread over a large region in exon 1, with two major TSS positions indicated by arrows [31]. There are two alternative translational
initiation codons for spastin 68 and 60 kDa polypeptide isoforms, respectively [31]. B) Multi-sequence alignment of conserved TF cis-elements in
representative mammalian species. Sequences were aligned using ClustalW 2.1 and manually adjusted as needed for maximum parsimony.
Evolutionarily conserved TF motifs are indicated; *, nucleotide positions conserved in all 19 species; ‘, nucleotide positions conserved in 17/19
species; yellow shading, highly conserved SOX11 motif; red, NRF1 motifs; purple, Sp1 motifs. The NRF1 and SOX11 motifs are highly conserved, but
only one Sp1 motif near the 59 TSS is conserved in mammals. Extended alignments of the complete promoter region into exon 1 and including the
first translational start codon are shown in Fig. S1.
doi:10.1371/journal.pone.0036505.g001
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SPAST mRNA
To validate that NRF1 and SOX11 can positively regulate
SPAST expression in a native chromatin configuration and cellular
milieu, we investigated whether these TFs affect endogenous levels
of SPAST mRNA. To accomplish this we transfected Flp-In-293
cells with SOX11 (pSOX11-CMV) and NRF1 (pNRF1-VP16)
expression vectors, as well as an empty plasmid (pGL3b)
transfection control. The VP16 transactivation domain fused to
NRF1 increases the upregulation of NRF1-target genes by 4-fold
compared to NRF1 alone but does not change the specificity [44].
SPAST mRNA expression levels were assayed by quantitative
qRT-PCR, normalizing 1) to GAPDH mRNA level, a gene that is
not regulated by NRF1 or SOX11, and 2) to the SPAST mRNA
level in the pGL3b transfection control. Over-expression of
SOX11 or NRF1 led to a significant increase in level of
endogenous SPAST mRNA (Fig. 6).
A Minimal Role for Elk1 in Regulation of SPAST
A recent report suggested that another TF, Elk1, repressed
transcriptionalactivitythroughabindingsitelocatedinthe59SPAST
promoter [32]. However, the putative Elk1 site [32] is poorly
conserved in mammals, other than for simian primates (Fig. S1A).
We tested the potential transcriptional activity of a 182-bp segment
upstream of the full-length SPAST promoter, lacking conserved
sequence elements but containing the putative Elk1 site, using
luciferase reporter assays in Flp-In-293 cells. The 182-bp fragment
inducedaslightbutsignificantincreaseinluciferaseactivityoverthe
promoterless control vector whereas when placed upstream of the
highlyactive,full-lengthSPASTpromotertherewasaslightbutnon-
significant decrease in luciferase activity (Fig. S2). These results
suggest that Elk1 has a limited role in transcriptional regulation of
SPAST.
Evolutionary Conserved cis-targeting Motifs in the
SPAST 39-UTR
To more fully understand SPAST regulation, beyond
transcriptional controls, it is necessary to explore mechanisms
of post-transcriptional regulation of SPAST by miRNAs. Three
criteria were assessed to identify candidate miRNA regulators,
including 1) presence of optimal 7mer or 8mer seeds [45] and
Figure 2. NRF1 chromatin immunoprecipitation (ChIP) assays. NRF1 interacts with the SPAST promoter in A) human SK-N-SH cells, and B)
murine Neuro2a cells, by ChIP assay. The SNURF-SNRPN enhancer for human and Snurf-Snrpn promoter for mouse are positive controls for cis-
elements known to be bound by NRF1 [89]. Chromatin was immunoprecipitated with anti-NRF1 antibodies, and the promoter regions were assessed
by PCR. Controls are no antibody (no Ab) and total input DNA (TI) for ChIP, and a water control (H2O) for PCR.
doi:10.1371/journal.pone.0036505.g002
Figure 3. siRNA targeting NRF1 mRNA knocks down SPAST
mRNA expression. SK-N-SH cells were transfected with a pSUPER-
NRF1 shRNA expression vector or mock transfected, with qualitative
analysis of gene expression including a negative control (GAPDH). The
quantitative band intensities for the ‘‘siRNA’’ and ‘‘mock’’ transfection
samples were compared and the ratio is listed to the right of the gel
images. The GAPDH mRNA level is unaffected by siRNA targeting NRF1,
whereas the mRNA levels for NRF1 and SPAST are reduced by the siRNA
treatment. The experiment was repeated three times with equivalent
results to the representative results shown here.
doi:10.1371/journal.pone.0036505.g003
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UTR, using the TargetScan database, and 3) evolutionary
conservation of optimal seeds amongst animals with sequenced
genomes, using the BLAST algorithm. Five sets of miRNA
seeds match these criteria: miR-96, miR-200bc/429, miR-132/
212, miR-30abcde/384, and miR-29abc (Table S1). However,
only the SPAST 39-UTR seed match for miR-96 was conserved
in all mammals (eutherians and marsupials) and in sequenced
tetrapod genomes (see below; Table S1). We therefore focused
on experimental assessment of the role of miR-96 in SPAST
regulation.
Post-transcriptional Regulation of SPAST by miR-96/2182
miRNAs
Bioinformatic analysis of the human SPAST 39-UTR sequence
predict two miR-96 sites, one with an optimal 8mer seed match
(ie., 5-UUUGGCAC-39, nucleotides 1–8) and an adjacent one
located 36 to 61-nt 59 with a potential 7mer-A1 type seed
interaction through nucleotides 1–7 of miR-96 (Fig. 7A,B). In
addition, miR-182, a related miRNA localized in the same
polycistronic cluster [46] is also predicted to potentially target
SPAST via 7mer-A1 type seed interactions at the same positions
(Fig. 7A,B). Although a recent study identified three unrelated
mRNAs targeted and downregulated by miR-96 via 8mer sites
but not affected by miR-182 through 7mer-A1 sites [47], we
found this does not apply to SPAST perhaps due to differences in
cell lines, experimental conditions, or the paired target sites in
SPAST. This finding clearly indicates the importance of
experimental verification of in silico predictions. The optimal
(8mer) miR-96 target site is conserved in the SPAST 39-UTR of
all 38 mammalian species with SPAST sequences, including two
marsupials (opossum and Tasmanian devil), whereas the second
(59) potential miR-96 site is conserved in only 27 of these species
(Fig. 7C); nevertheless, a second miR-96 (7mer-A1) site is found
within 108 to 157-nt 39 of the optimal miR-96 site in 5 of 10
mammals lacking the 59 site (data not shown). Remarkably, the
miR-96 optimal seed is present in the same relative position in
the SPAST 39-UTR in all tetrapods with sequenced genomes,
despite otherwise little homology within the 39-UTR across
tetrapod species (Fig. 7D). Due to the shared seed motif with
miR-96, for position 1–7, miR-182 is likewise predicted to target
the SPAST 39-UTR across tetrapods.
To experimentally demonstrate involvement of miR-96 and
miR-182 in the post-transcriptional regulation of endogenous
Figure 4. siRNA targeting NRF1 mRNA ablates SPAST promoter function. A) Cartoon showing the structure of the pGL3e-SPAST-promoter-
luciferase vector, and the inhibitory mechanisms of siRNA action. Symbols are as for Fig. 1A. B) The plasmid pGL3e-SPAST-promoter was co-
transfected into SK-N-SH cells with pSUPER shRNA vectors that target either NRF1, luciferase, or negative control (Arl2). *, P,0.05.
doi:10.1371/journal.pone.0036505.g004
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In-293 cells with Pre-miRNA oligonucleotides which are then
processed in the cytoplasm to the mature miRNAs. Over-
expression of miR-96 or miR-182 resulted in statistically
significant 45% and 57% decreases in SPAST transcript levels,
respectively (Fig. 8A). By western blotting, over-expression of
miR-96 or miR-182 reduced spastin protein to almost undetect-
able levels (Fig. 8B). We conclude that the related miR-96 and
miR-182 family of miRNAs provide strong regulation of spastin
synthesis in human neural cells and affect both mRNA and protein
levels, and that this mechanism likely extends across all tetrapod
organisms.
A Novel miRNA Regulatory Mechanism for SPAST
in Primates
The human SPAST 39-UTR is unusual in comparison to non-
primate animals in having an Alu repetitive element insertion in
antisense orientation, flanked by an 18-nt target site duplication
typical of retrotransposition by the L1 pathway (Fig. 7A; Fig.
S3C,D). Intriguingly, a subset of human miRNAs target
sequences within Alu elements in the sense or antisense
orientation of 39-UTRs [48]. Among those that target areas
of antisense Alu elements with minimal sequence variation [48],
we focused on the potential targeting of the SPAST 39-UTR Alu
sequence by the miR-25/32/92ab/363/367 set of miRNAs
(Fig. 7A; Fig. S3A,B). Each miRNA in this set would target
the SPAST 39-UTR through an optimal seed of the 7mer-m8 or
8mer type (Fig. S3B). We focused on experimental assessment
of miR-367, on the basis of the most extensive potential to pair
with its potential target (Fig. S3A,B), although in vivo any of the
other miRNAs in this set (miR-25/32/92ab/363) could be
involved in SPAST regulation. The putative miR-367 target site
in the SPAST 39-UTR is present only in catarrhine primates
(Fig. S3C,E) and correlates with the presence of the Alu
insertion (Fig. S3D,E). Over-expression of miR-367 by trans-
fection of Flp-In-293 cells with Pre-miR-367 resulted in
a significant 46% decrease in SPAST transcript level (Fig. 8A),
confirming that miR-367 and/or miRNAs sharing the same
seed can regulate SPAST expression.
Figure 5. Regulation of the human SPAST promoter by SOX11. A) Luciferase reporter assays with the human SPAST promoter. The plasmid
pGL3b-SPAST-promoter-Luc (third row) and two deletion derivatives (depicted in the panel on the left) were transfected into Flp-in293 cells and
normalized to cells transfected with the pGL3b vector (fourth row). *, P,0.05. B) Over-expression of SOX11 upregulates SPAST promoter-reporter
constructs having a SOX11 binding site. Flp-In-293 cells were transfected with SPAST-promoter-luciferase reporter constructs both with (blue) and
without (red) the SOX11 expression vector. *, P,0.05; **, P,0.001; ***, P,0.0001, and n.s., not statistically significant. Symbols in A and B are as for
Fig. 1A.
doi:10.1371/journal.pone.0036505.g005
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Many biochemical processes contribute to axonal function
within the corticospinal tracts, including mitochondrial, endoplas-
mic reticulum (ER)-shaping, endosomal trafficking, and microtu-
bule stability, each affecting anterograde and retrograde axonal
transport [5,7,30]. As the longest axons in the body, the
corticospinal axons are exquisitely sensitive during human lifespan
to mutations in a variety of genes that affect the levels of molecules
involved in these functions. This can account for the genetic
heterogeneity in HSP [3,5,7], although one locus (SPG4) accounts
for the largest proportion of this genetic load [2,10,13]. Based on
the genetic characteristics of SPG4, with dominant inheritance
and loss of function and/or dominant-negative mechanisms as well
as the observed sensitivity of neural cells to modulation of spastin
levels [25], we sought to determine the transcriptional and post-
transcriptional mechanisms that control in vivo production of
spastin. By identification of evolutionarily conserved, functional
cis-elements in the promoter and 39-UTR of SPAST, we have
shown that the TFs NRF1 and SOX11 as well as the miRNAs
miR-182 and miR-96 play major roles in regulation of spastin
levels in neural cells. Together, these findings have implications for
understanding regulation of corticospinal neuronal functions, for
molecular diagnostic studies in HSP, and for potential therapeutic
approaches in neurodegenerative diseases such as HSP.
Transcriptional Regulatory Mechanisms for SPAST
Based on evolutionary conservation and molecular studies, we
have shown that NRF1 and SOX11 are the major TFs involved in
positive regulation of the mammalian SPAST promoter. In
addition, the presence of multiple, mostly non-conserved putative
Sp1 motifs [this study] in the region between the two major TSS
suggests that Sp1 contributes to SPAST regulation [31]. Our
analysis was limited to promoter regulation of SPAST expression
using in vitro cell models. Future studies will assess SPAST
regulation in vivo and determine if more distant elements such as
enhancers, repressors, or boundary elements contribute to SPAST
regulation.
SOX11 is part of the SOX-C family and is closely related to
SOX4 [37], with both TFs sharing cis-binding site preferences
[35–36] and overlapping expression patterns [37]. During
neural development, Sox11 and Sox4 are required for neural
cell survival but not for lineage specification or differentiation
[49]. Both are required for survival of neurons in the
developing spinal cord [50]. Sox11 has been shown to be
required for survival of sensory neurons [51] whereas in
sympathetic ganglia, Sox11 is expressed first and required for
proliferation of specific cell types with Sox4 appearing later and
required for cell survival [52]. Thus, SOX4 also likely regulates
the SPAST promoter, as we have shown for SOX11, and both
SOX11 and SOX4 may contribute to developmental regulation
of SPAST gene expression. HMG factors, including SOX11 and
SOX4, can bend DNA structures and lead to unwinding or
opening of chromatin [53]. Based on these functional properties,
we hypothesize that during development SOX11/SOX4 bind
the SPAST promoter to open chromatin and provide access to
other key TFs such as NRF1 that enhance transcriptional
activation of SPAST.
The SOX11 binding site in the SPAST promoter is highly
conserved in marsupials and eutherian (placental) mammals with
sequenced genomes. Surprisingly, a single sequenced eutherian
mammal, the elephant, has lost the SOX11 site which has been
replaced by four putative NRF1 binding motifs as a consequence
of local DNA duplications. The clustered NRF1 sites in the
elephant SPAST promoter are similar in structure to cis-elements
that form enhancer-like elements [54] and suggest cooperative
binding with higher levels of transcriptional activation. It is
tempting to speculate that this structural arrangement of the
SPAST promoter in the elephant leads to higher expression levels
in the motor cortex and may be associated with greater demands
for spastin activity in microtubule severing and/or ER-membrane
Figure 6. Over-expression of SOX11 and NRF1 upregulates endogenous SPAST expression. Cells were transfected with SOX11 or NRF1
expression vectors and compared to cells transfected with the transfection control (pGL3b). By qRT-PCR, with normalization to GAPDH mRNA levels
and to the transfection control, the levels of NRF1 and SOX11 mRNA were increased 182628-fold and 2,9256241-fold on transfection with NRF1-VP16
and CMV1-SOX11, respectively (data not shown). Similarly, by qRT-PCR analysis, SPAST transcript levels are significantly increased by over-expression
of SOX11 and NRF1. These data represent the average of three biological replicates each done in triplicate. *, P,0.05.
doi:10.1371/journal.pone.0036505.g006
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PLoS ONE | www.plosone.org 7 May 2012 | Volume 7 | Issue 5 | e36505Figure 7. Prediction of several conserved seed motifs for miRNA targets in the SPAST 39-UTR. A) Cartoon of the SPAST mRNA showing
positions of the coding sequence (green), polyA site (red), Alu repetitive element (gray) with target site duplication (black triangles), and miRNA
target sites (purple) analyzed in this study. B) Base-pairing of Homo sapiens (hsa) miR-96 and miR-182 miRNAs with the SPAST 39-UTR. The optimal
seed motifs (red or brown) for targeting by the miRNAs are at position 511–517 (#1) and 462–467 (#2), respectively, of the SPAST 39-UTR. C)
Evolutionary conservation of the miR-96 target site in the SPAST 39-UTR of mammals. The optimal target for the miR-96 seed (+2t o +8) is shown in
blue, an optimal miR-182 seed in green, and other nucleotides that can base pair with miR-96 are in gray. Sequences conserved in all 38 species are
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large brain of this species [55].
The close apposition of the SOX11 and NRF1 sites in the
SPAST promoter suggests that these TFs may interact with each
other. Many SOX factors interact with b-catenin and/or TCF (T
cell factor) to negatively or positively regulate the canonical Wnt
signaling pathway during embryogenesis and neurogenesis [56].
Both SOX11 and SOX4 activate Wnt signaling, and SOX4 binds
to both b-catenin and TCF [56]. Intriguingly, recent studies have
shown that the Drosophila ortholog of NRF1, Erect Wing (EWG),
interacts with an Armadillo/b-catenin-TCF complex at specific
chromatin sites and promotes Wnt/Wingless signaling in neurons
and flight muscle development [57]. Consistent with roles in
a common pathway, neurite outgrowth is induced by Wnt
signaling [58–61], SOX11 [43,51,62], NRF1 [63], and spastin
[25,64]. Furthermore, Wnt signaling is involved in guidance of
corticospinal axons that descend from the motor cortex and cross
the midline into and down the spinal cord [59]. Over-expression of
b-catenin decreases microtubule stability [65], consistent with
a role in axon growth, branching, and synaptic connections [66–
67]. Therefore, we hypothesize that the canonical Wnt pathway
acts via b-catenin co-activation of SOX11/SOX4 and/or NRF1
to regulate SPAST expression.
Post-transcriptional Regulation of SPAST by miRNAs
In this work, we have shown that miR-96 and miR-182
negatively regulate mRNA and protein levels of spastin, with the
target sites in the SPAST 39-UTR conserved in all sequenced
tetrapod species. Importantly, while miR-96 and miR-182 were
previously regarded as specific for sensory neurons [46,68], recent
studies in rodents show higher levels of these two miRNAs in
frontal cortex compared to hippocampus [69] and in motor
neurons compared to neural stem cells in embryonic spinal cord
[70]. Further work is needed to determine whether miR-96/2182
indicated by *, and sequences conserved in 35 of 38 (90%) species by ‘. D) Evolutionary conservation of the miR-96 target site in the SPAST 39-UTR of
tetrapods. Footnotes:
a Distance in nucleotides from stop codon to the first position in the target site for the miR-96 seed.
b The optimal target for the
miR-96 seed (+2t o +8) is shown in blue, other nucleotides that can base pair with miR-96 are in gray.
c This distance corresponds to a manually
corrected sequence, to overcome a poor sequence assembly in the database version.
doi:10.1371/journal.pone.0036505.g007
Figure 8. Post-transcriptional regulation of SPAST. A) QRT-PCR data showing that miR-182, miR-96, and miR-367 reduce SPAST transcript levels
in Flp-In-293 cells. These data represent the average of three biological replicates each done in triplicate. **, P,0.001. B) Western blot analysis of
spastin and GAPDH protein expression in Flp-In-293 cells transfected with miR-96, miR-182, and the negative (neg) control (see Materials and
Methods).
doi:10.1371/journal.pone.0036505.g008
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majority of miRNAs [45,71–72] or whether they can also act
through translational regulation. Intriguingly, our data show that
another miRNA, miR-367, can also regulate SPAST mRNA levels
to a degree similar to miR-96 or miR-182, yet the miR-367/25/
32/92ab/363 target site in the SPAST 39-UTR only arose in the
catarrhine branch of primate evolution coincident with insertion of
an Alu repetitive element. This gain of novel miRNA regulation
targeting SPAST correlates with evolutionary changes in anatomy
and motor function of the motor cortex and corticospinal tract
[73]. Future studies will examine the functional contribution in
different neuronal cell types and the evolutionary significance of
SPAST targeting by each of these miRNAs. In addition, miR-1271
has an identical seed sequence as miR-96 and can function in
similar neural pathways [74]. Future studies will determine
whether miR-1271 has a role in SPAST regulation.
Implications for Diagnostics and Therapeutics in
Neurodegenerative Disease
Identification in this study of evolutionarily conserved, func-
tional motifs in the SPAST promoter as cis-binding sites for NRF1
and SOX11 has important implications for molecular diagnostic
studies in HSP. We propose that mutations in these key cis-
regulatory elements would reduce spastin levels below a physio-
logical threshold required for axonal function, and hence result in
a HSP phenotype. Mutations in TF binding sites in the SPAST
promoter could occur in either familial HSP or in sporadic spastic
paraplegia cases. This mechanism would be consistent with
haploinsufficiency as a pathogenic mechanism and, indeed, only
slight changes in spastin levels are sufficient to alter neurite
stability and growth [25]. NRF1 binding is sensitive to DNA
methylation [38,42,75], and abnormal epigenetic modifications in
the SPAST promoter could also perturb SPAST expression and
contribute to pathogenesis in HSP.
The miRNA regulation of SPAST also has implications for
mutation studies in neurodegenerative disease. Mutations in
miRNA binding sites that prevent pairing between the miRNA
and target may upregulate SPAST mRNA and protein levels.
Given that increases in SPAST levels result in neurite phenotypes
in a dose-sensitive manner ranging from beneficial to toxic
changes [25], dysregulation of SPAST levels due to abnormal
miRNA dynamics may contribute to pathogenesis of neurological
phenotypes.
An understanding of the transcriptional and post-transcriptional
regulatory mechanisms controlling expression of SPAST and for
other HSP loci will determine whether HSP genes are co-
regulated in normal neuronal development and aging, and in
neurodegenerative conditions such as HSP. These mechanisms
may also be relevant to other neurodegenerative conditions, since
recent studies have shown that the mRNA levels of several spastic
paraplegia gene loci including spastin (spg4), spg7, and spg20, are
down-regulated in purified brain neurons from patients with
multiple sclerosis (MS), an autoimmune disorder [76]. Indeed,
these findings may explain the similar clinical phenotype that
occurs with progression of MS, including spastic paraparesis with
neurodegeneration in the corticospinal tracts and posterior
columns [76].
Knowledge of regulatory mechanisms for spastin synthesis may
have therapeutic implications, albeit speculative. As a dominant
genetic disorder, SPG4 is dosage-sensitive and thus upregulation of
the normal SPAST allele could provide therapeutic benefits by
preventing or delaying neurodegeneration. For example, NRF1 is
positively regulated by AMP-activated protein kinase (AMPK),
a cellular energy sensor [77–78]. Increased levels or activity of
AMPK can be induced by exercise and caloric restriction [79] or
with metformin [79–80], b-GPA (b-guanadinopropionic acid)
[77], resveratol [79,81], the AMP memetic AICAR (5-aminoimi-
dazole-4-carboxamide ribonucleoside) [81], or novel pharmaco-
logical drugs [79,82]. Indeed, resveratol activates AMPK in
neurons and in conjunction with AICAR induces neurite
outgrowth [81], and several of these drugs are in use for metabolic
syndrome [79] and heart disease [80]. Alternatively, or in
combination, targeted knockdown of key miRNA levels in motor
cortex neurons could increase spastin expression. These regulatory
mechanisms involved in spastin production could also be targeted
for cell-based screening to identify small molecule agonists or
antagonists, respectively. Treatment by one or more of these
approaches could potentially increase NRF1-mediated activation
of SPAST in association with a haploinsufficient mutation,
although success may require that the level of mutant SPAST
mRNA remain low by nonsense-mediated mRNA decay or
proteosomal degradation of unfolded, unstable, or misrouted
proteins. These novel ideas for future therapeutic targeting for
patients having SPG4 due to haploinsufficient mutations in
SPAST, and potentially for other neurodegenerative diseases such
as MS with downregulation of spastin function, can be tested in
animal models [59,64,68,73,83–84] and if and when warranted
subsequently in clinical trials.
Materials and Methods
Bioinformatics
To identify potential TF binding motifs 59 of SPAST exon 1, we
used human SPAST genomic sequence and screened for
evolutionary conservation among sequenced mammalian genomes
[34]. BLAST analyses for sequence similarity (http://blast.ncbi.
nlm.nih.gov/Blast.cgi) utilized standard parameters for searches of
the non-redundant (NR), high throughput genome sequence
(HTGS), and whole genome shotgun (WGS) databases. All
extended 59 sequences spanning the SPAST promoter from 21
mammalian genomes are provided in Dataset S1. For analysis of
the Alu insertion in the SPAST 39-UTR, we also used BLAST
analysis of primate genomes in the Trace Archives WGS database.
When necessary, due to low overall sequence similarity, mamma-
lian and non-mammalian genome sequences for the SPAST
promoter and 39-UTR were obtained from the Ensembl genome
browser (http://www.ensembl.org/index.html). To identify po-
tential miRNA binding sites in the 39-UTR of the SPAST mRNA,
miRNA predictions used TargetScan 5.2 (http://www.targetscan.
org/), which is one of two programs shown to most accurately
predict in vivo miRNA targeting sequences [45], while miRNA
sequences are from miRBase (http://www.mirbase.org/). For
promoter and 39-UTR multi-sequence alignments, we used
ClustalW 2.1 (http://www.ebi.ac.uk/Tools/clustalw2/index.
html). To generate a consensus primate phylogenetic tree for the
10 species of interest, we used version 3 of the 10kTrees website
(http://10ktrees.fas.harvard.edu/) [85].
Cell Culture
A human neuronal precursor cell line derived from embryonic
kidney [86], Flp-In-293 (Invitrogen, Carlsbad, CA), was passaged
in Dulbecco’s Modified Eagle Media (DMEM) supplemented with
fetal bovine serum (FBS), L-Glutamine, penicillin, streptomycin,
and Zeocine (Invitrogen), following the manufacturer’s sugges-
tions. The human neuroblastoma cell line, SK-N-SH (provided by
Dr. Nina F. Schor, University of Rochester, Rochester, NY), was
passaged in Eagle’s Minimum Essential Media (EMEM) supple-
mented with FBS, L-Glutamine, penicillin, and streptomycin. The
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Schor, University of Rochester), was passaged in EMEM
supplemented with FBS, L-Glutamine, penicillin, streptomycin,
and non-essential amino acids.
Chromatin Immunoprecipitation (ChIP)
Approximately 1610
6 cells were plated on 35 cm
2 plates, and at
70–80% confluency, formaldehyde was added to the media at
a final concentration of 1%, and the plates were incubated at
37uC, 10 min to crosslink protein to DNA. Cells were washed
twice with 5 ml ice-cold PBS, scraped from the plates using a cell
lifter, centrifuged, re-suspended in SDS lysis buffer (ChIP assay kit;
Millipore, Billerica, MA), and sonicated to shear DNA. An aliquot
of this DNA was taken as a Total Input control. Samples were
precleared with protein G-agarose/salmon sperm beads (Milli-
pore), protein-DNA complexes were immunoprecipitated with
anti-NRF1 [42], and a no antibody control was similarly
processed. Complexes were collected with Protein G agarose/
salmon sperm beads and washed, protein-DNA complexes eluted
off the beads, and crosslinks were reversed by incubation in NaCl
for 16 hr at 65uC. DNA was recovered by phenol-chloroform
extraction, precipitated by ethanol, and PCR performed using
primers in Table S2.
Expression of siRNA Targeting NRF1 mRNA
SK-N-SHcellsweresub-culturedon75 cm
2flasksfor24 hrprior
to nucleofection, and at 80–90% confluence, 4 mg of pSUPER-
NRF1 DNA [42,87] were transfected into 1610
6 cells using an
Amaxa nucleofector II device (Lonza, Walkerville, MD). The
transfected cells were plated on a 6-well plate, and 24 hr later RNA
was extracted with Trizol, treated with DNase I to remove genomic
DNAcontaminants,and1 mgofRNAfromeachsamplewasreverse
transcribed into cDNA using SuperScript III reverse transcriptase
(Invitrogen) according to the manufacturer’s instruction. PCR was
performed using gene-specific primers (Table S2) to examine gene
expression,withGAPDHasanegativecontrolandNRF1asapositive
control to ensure effective downregulation by siRNA.
Co-transfections with siRNA and Luciferase Reporter
Constructs
The evolutionarily conserved segment of the SPAST promoter
from -197 to+107 with respect to the SPAST 5-TSS (Fig. 1A) was
isolated by PCR using primers in Table S1, and subcloned into
the pGL3-enhancer (pGL3e) luciferase vector (Promega, Madison,
WI). This pGL3e-SPAST-promoter construct was co-transfected
into SK-N-SH cells with a shRNA vector targeting NRF1
(pSUPER-NRF1), or as controls, shRNA vectors targeting
luciferase mRNA (pSUPER-luc) or an unrelated gene (pSUPER-
Arl2) [42], and luciferase reporter assays were performed.
Transcription Factor and miRNA Transfections
For all transfections, cells were seeded in antibiotic-free media
the night before transfection. Transfections were carried out in
Opti-MEM I (Invitrogen) with Lipofectamine 2000 (Invitrogen)
(diluted 1:100) for 16 hr. For luciferase assays, we seeded 8610
4
cells into 24 well plates, and co-transfected Flp-In-293 cells with
1 mg/ml of pGL3b-derived vectors (containing a firefly luciferase
gene; Promega) and 25 ng/ml of pRL-SV40 vector (containing
a Renilla luciferase gene, Promega). To increase cellular levels of
miR-96, miR-182, and miR-367, we seeded 7610
5 Flp-In-293
cells into 25 cm
2 tissue culture flasks and transfected them with
Pre-miR miR-96, Pre-miR miR-182, Pre-miR miR-367, or Pre-
miR Negative Control 1 (Ambion, Austin, TX) at a concentration
of a 100 nM. To increase NRF1 and SOX11 levels, Flp-In-293
cells were transfected with 250 ng/ml of pNRF1-VP16 [44] and
pCMV-SOX11 [43], respectively. As a negative control for the
latter TF experiments, we also transfected Flp-In-293 cells with
250 ng/ml of a non-specific control plasmid (pGL3-basic). All
transfections were performed in triplicate.
Luciferase Reporter Assays
For luciferase assays, we fused various portions of the human
SPAST promoter to the luciferase gene in pGL3b (Promega). The
pGL3b-SPAST-promoter construct used the same evolutionarily
conserved promoter segment as for pGL3e-SPAST-promoter,
described above. To remove the 59 NRF1-like sequence and
a Sp1 motif (see Fig. 1A,B; Fig. 5A,B), we digested pGL3b-
SPAST-promoter with MluI and religated the vector, creating
pGL3b-SPAST-promoter-no-Sp1. To remove the SOX11 binding
motif, we digested pGL3b-SPAST-promoter-no-Sp1 with BssHII
and MluI and religated the plasmid, creating pGL3b-SPAST-
promoter-no-Sp1-no-SOX11. In addition, we generated two
additional reporter vectors that have a PCR-isolated 182-bp
segment (from -379 to -198, with respect to the 59-TSS) located
immediately upstream of the 304-bp SPAST promoter segment, to
assess activity associated with a putative Elk1 binding site [32] at
position -230 to -222 from the 59-TSS. The 182-bp segment was
subcloned by itself in pGL3b as well as upstream of the full-length
SPAST promoter in pGL3b-SPAST-promoter (see Fig. S2, left).
The SPAST-promoter-luciferase derivatives were co-transfected
into Flp-In-293 cells with the pRL-SV40 vector containing a Renilla
luciferase gene, for normalization purposes, and for some
experiments, we included pCMV-SOX11. 16 hr after transfection
the cells were lysed and luciferase activity was measured using
Dual-luciferase reporter assay (Promega) on a Luminometer 20/
20
n (Turner BioSystems, Sunnyvale, CA). For each sample, the
firefly luciferase activity was normalized to Renilla luciferase
activity, and the relative luciferase activity was normalized to the
luciferase activity of cells transfected with pGL3b vector. Each
experimental group was done in three biological replicates, and
the data were analyzed using a two-tailed t-test.
Quantitative Gene Expression Analysis
RNA was isolated using the miRNeasy miRNA isolation kit
(Qiagen, Valencia, CA). Reverse transcription reactions were
performed using the SuperScript III First-Strand Synthesis System
for RT-PCR (Invitrogen), following the manufacturer’s sugges-
tions. Quantitative RT-PCR (qRT-PCR) was done on the Applied
Biosystems 7300 Real-Time PCR System (Applied Biosystems,
Carlsbad, CA) using SYBR Green Master Mix (Applied
Biosystems). Primers used for PCR amplification are listed in
Table S2. Each experimental group was done in three biological
replicates, each of which were repeated in three technical
replicates, and each qRT-PCR plate included no reverse
transcriptase and no template controls. The data were analyzed
using the comparative CT method [88]. To examine statistical
significance of the data, we analyzed the average of the biological
replicates with ANOVA analysis.
Protein Studies by Western Blot Analysis
Cells were washed with cold PBS and lysed (on ice) with
a solution containing 50 mM Tris, 1% Triton X-100, 150 mM
NaCl, 1 mM DTT, 10 mg/ml leupeptin, 0.1% sodium dodecyl
sulfate, 10 mg/ml pepstatin, and 1 nM phenyl methyl sulfonyl
fluoride. Protein concentrations were established using the Bio-
Rad Quick Start Bradford Protein Assay Kit (Bio-Rad Laborato-
ries, Hercules, CA). Normalized cell lysates were resolved by
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PAGE). Proteins were transferred to Immobilon-P membranes
(Millipore). Membranes were hybridized with an anti-spastin
primary antibody (sc-53443; Santa Cruz Biotechnology, Santa
Cruz, CA) for 2–4 hr at room temperature. To verify equal
protein loading, membranes were stripped with Restore Western
Blot Stripping Buffer (Thermo Scientific, Waltham, MA) and
probed for GAPDH (Sigma-Aldrich, St. Louis, MO). Membranes
were incubated with the corresponding secondary antibody for
1.5 hr at room temperature. Proteins were visualized using the
Western Blotting Luminol Reagent (Santa Cruz Biotechnology).
Densitometric analyses were carried out using NIH ImageJ
software (http://rsbweb.nih.gov/ij/).
Supporting Information
Dataset S1 SPAST promoter-exon 1 sequences from
twenty eutherian mammalian and one marsupial spe-
cies that were used for multisequence alignments in this
study. Symbols are: bold red, consensus motif for NRF1 binding
sites; bold green/yellow shade, consensus motif for SOX11
binding site; bold purple, consensus motif for Sp1 binding sites;
bold pink, motifs proposed for Elk1 binding sites (see Canbaz et al.
2011), although these are poorly conserved (see Fig. S1); bold red
and underlined, initiation codon for translation of the 68 kDa
spastin isoform; underlined 20–22 nucleotide sequences (human
and mouse), ChIP PCR primers; gray shade (human sequence),
upstream transcription start site (TSS).
(PDF)
Figure S1 Evolutionary conservation of the SPAST pro-
moter in mammals identifies transcription factor (TF)
binding sites. A) Multisequence alignment for 19 eutherian
mammalian species of the full-length SPAST promoter region into
exon 1 and including the translational start codon (a segment of
474-nt in human). In addition, Spast promoter-exon 1 sequence
alignments are shown for B) tenrec and elephant, and C) western
European hedgehog and a marsupial, Monodelphis domestica (the
tenrec and hedgehog sequences are also shown in A). Despite
a high degree of nucleotide conservation, elephant is the only
sequenced mammalian genome in which the SOX11 site has been
lost and replaced by duplications of NRF1 binding site elements
(shown by gray shading). Sequences were aligned using ClustalW
2.1 and manually adjusted as needed for maximum parsimony.
The TF binding sites identified in this study are indicated in bold
type (red, NRF1; green, SOX11; purple, Sp1); a poorly conserved
putative site for Elk1 (Canbaz et al. 2011) is also shown (pink);
yellow shading, highly conserved SOX11 binding site; INIT,
translation start site for spastin; *, nucleotide positions conserved
in all aligned sequences;ˆ, nucleotide positions conserved in 90%
(17 of 19) of aligned sequences.
(PDF)
Figure S2 An extended region upstream of the SPAST
promoter that includes a putative Elk1 binding site, has
minor effects on transcriptional activity. A fragment
containing the putative Elk1 site (Canbaz et al. 2011) was ligated
into the pGL3b vector to generate pGL3b-Elk1 and into the
pGL3b-SPAST-promoter construct (the ‘‘full-length promoter’’
construct in Fig. 5A) to generate pGL3b-SPAST-promoter-Elk1,
which are depicted in the panel on the left. Luciferase assays were
performed and the data was normalized to the pGL3b vector, as
presented in the panel on the right. Inclusion of the fragment with
the Elk1 site led to a significant increase (9-fold) in luciferase
activity in pGL3b-Elk1 as compared to pGL3b, but this is
significantly less than that from the ‘‘full-length promoter’’
construct with 71-fold increased activity over pGL3b. Inclusion
of the fragment with the Elk1 site into the pGL3b-SPAST-
promoter construct led to a slight decrease in luciferase activity
that was not significantly different than luciferase activity in cells
transfected with pGL3b-SPAST-promoter.
(PDF)
Figure S3 Evolutionary establishment and maintenance
ofmiR-367targetingofSPASTmRNAinprimates.A)Base-
pairingoftheHomosapiens(hsa)miR-367miRNAwiththeSPAST39-
UTR. The optimal seed motif (green text and yellow shade) for




(see Fig. S3C). Additional sequences that can contribute to the
SPAST target:miR-367 pairing outside the seed are shown by gray
shade.B)ThemiRNAseedmotifformiR-367issharedwithsixother
miRNAs,anyofwhichcouldtargettheSPAST39-UTRinvivo.Attop,
the human SPAST 39-UTR sequence that is targeted by miR-367 is
displayed, followed underneath by the 7 mature miRNA sequences
(frommiRBase)thatwouldbecapableoftargetingtheSPASTmRNA
(yellow shade, miRNA seed and target sequences; gray shade,
nucleotidesthatcancontributetoauxiliarypairing,withoutgaps).C)
Multisequencealignmentinprimatespeciesfortheboundariesofthe
Alu element insertion in the SPAST 39-UTR, highlighting the 18-nt
target site duplication (TSD; bold blue and underline) and the miR-
367 target site (yellow shade, target sequence for optimal miR-367
seed; gray shade, auxiliary pairing). D) Multisequence alignment in
mammals for the position of the Alu element insertion in the SPAST
39-UTR,highlightingthe 18-ntTSD presentincatarrhine primates
and single copy in the other mammalian species. In C) and D):* ,
conserved in all species;ˆ, conserved in 13/14 species;+, presence of
the Alu element insertion; - (in species name), absence of the Alu
elementinsertion;##Alu##representstheremainingAluelement
sequences, not shown for illustrative purposes; Tn represents the
number of T nucleotides at that position. E) Primate phylogenetic
tree showing the presence (+) or absence (-) of an Alu repetitive
element insertionintheSPASTIN 39-UTR,that includesamiR-367
optimalseedmotiffortargetingbythemiRNA.An*indicatesspecies
in which the pairing of miR-367 with its target includes a G:U pair.
The putative origin ofthe Alu element is shownby a red arrow.
(PDF)
Table S1 Conservation of SPAST 39-UTR motifs as
‘‘optimal seeds’’ for miRNA targeting.
(PDF)
Table S2 PCR primers used in this study.
(PDF)
Acknowledgments
We thank Dr. Daniel Reines for siRNA vectors and anti-NRF1 antibody,
Dr. Tod Gulick for NRF1 expression vectors, and Dr. Nina F. Schor for
the SK-N-SH and Neuro2a cell lines.
Author Contributions
Conceived and designed the experiments: BJH RDN. Performed the
experiments: BJH WZ KH JLW MS. Analyzed the data: BJH WZ KH MS
RDN. Contributed reagents/materials/analysis tools: KMA. Wrote the
paper: BJH KMA RDN.
Regulation of Spastic Paraplegia Gene 4 Expression
PLoS ONE | www.plosone.org 12 May 2012 | Volume 7 | Issue 5 | e36505References
1. Crosby AH, Proukakis C (2002) Is the transportation highway the right road for
hereditary spastic paraplegia? Am J Hum Genet 71: 1009–1016.
2. Depienne C, Stevanin G, Brice A, Durr A (2007) Hereditary spastic paraplegias:
an update. Curr Opin Neurol 20: 674–680.
3. Salinas S, Proukakis C, Crosby A, Warner TT (2008) Hereditary spastic
paraplegia: clinical features and pathogenetic mechanisms. Lancet Neurol 7:
1127–1138.
4. Fink JK (2009) Hereditary spastic paraplegia overview. In GeneReviews, ed.
Pagon RA, Bird TC, Dolan CR, Stephens K, University of Washington, Seattle.
5. Blackstone C, O’Kane CJ, Reid E (2011) Hereditary spastic paraplegias:
membrane traffic and the motor pathway. Nat Rev Neurosci 12: 31–42.
6. Wharton SB, McDermott CJ, Grierson AJ, Wood JD, Gelsthorpe C, et al. (2003)
The cellular and molecular pathology of the motor system in hereditary spastic
paraparesis due to mutation of the spastin gene. J Neuropathol Exp Neurol 62:
1166–1177.
7. Dion PA, Daoud H, Rouleau GA (2009) Genetics of motor neuron disorders:
new insights into pathogenic mechanisms. Nat Rev Genet 10: 769–782.
8. Depienne C, Fedirko E, Forlani S, Cazeneuve C, Ribaı ¨ P, et al. (2007) Exon
deletions of SPG4 are a frequent cause of hereditary spastic paraplegia. J Med
Genet 44: 281–284.
9. Shoukier M, Neesen J, Sauter SM, Argyriou L, Doerwald N, et al. (2009)
Expansion of mutation spectrum, determination of mutation cluster regions and
predictive structural classification of SPAST mutations in hereditary spastic
paraplegia. Eur J Hum Genet 17: 187–194.
10. Alvarez V, Sa ´nchez-Ferrero E, Beetz C, Dı ´az M, Alonso B, et al. (2010)
Mutational spectrum of the SPG4 (SPAST) and SPG3A (ATL1) genes in Spanish
patients with hereditary spastic paraplegia. BMC Neurol 10: 89.
11. de Bot ST, van den Elzen RT, Mensenkamp AR, Schelhaas HJ, Willemsen MA,
et al. (2010) Hereditary spastic paraplegia due to SPAST mutations in 151 Dutch
patients: new clinical aspects and 27 novel mutations. J Neurol Neurosurg
Psychiatry 81: 1073–1078.
12. Magariello A, Muglia M, Patitucci A, Ungaro C, Mazzei R, et al. (2010)
Mutation analysis of the SPG4 gene in Italian patients with pure and complicated
forms of spastic paraplegia. J Neurol Sci 288: 96–100.
13. McCorquodale DS 3rd, Ozomaro U, Huang J, Montenegro G, Kushman A, et
al. (2011) Mutation screening of spastin, atlastin, and REEP1 in hereditary
spastic paraplegia. Clin Genet 79: 523–530.
14. Beetz C, Nygren AO, Schickel J, Auer-Grumbach M, Bu ¨rk K, et al. (2006) High
frequency of partial SPAST deletions in autosomal dominant hereditary spastic
paraplegia. Neurology 67: 1926–1930.
15. Hansen JJ, Du ¨rr A, Cournu-Rebeix I, Georgopoulos C, Ang D, et al. (2002)
Hereditary spastic paraplegia SPG13 is associated with a mutation in the gene
encoding the mitochondrial chaperonin Hsp60. Am J Hum Genet 70:
1328–133.
16. Reid E, Kloos M, Ashley-Koch A, Hughes L, Bevan S, et al. (2002) A kinesin
heavy chain (KIF5A) mutation in hereditary spastic paraplegia (SPG10).
Am J Hum Genet 71: 1189–1194.
17. Rainier S, Chai JH, Tokarz D, Nicholls RD, Fink JK (2003) NIPA1 gene
mutations cause autosomal dominant hereditary spastic paraplegia (SPG6).
Am J Hum Genet 73: 967–971.
18. Windpassinger C, Auer-Grumbach M, Irobi J, Patel H, Petek E, et al. (2004)
Heterozygous missense mutations in BSCL2 are associated with distal hereditary
motor neuropathy and Silver syndrome. Nat Genet 36: 271–276.
19. Valdmanis PN, Meijer IA, Reynolds A, Lei A, MacLeod P, et al. (2007)
Mutations in the KIAA0196 gene at the SPG8 locus cause hereditary spastic
paraplegia. Am J Hum Genet 80: 152–161.
20. Beetz C, Schu ¨le R, Deconinck T, Tran-Viet KN, Zhu H, et al. (2008) REEP1
mutation spectrum and genotype/phenotype correlation in hereditary spastic
paraplegia type 31. Brain 131: 1078–1086.
21. Lin P, Li J, Liu Q, Mao F, Li J, et al. (2008) A missense mutation in SLC33A1,
which encodes the acetyl-CoA transporter, causes autosomal-dominant spastic
paraplegia (SPG42). Am J Hum Genet 83: 752–759.
22. Hazan J, Fonknechten N, Mavel D, Paternotte C, Samson D, et al. (1999)
Spastin, a new AAA protein, is altered in the most frequent form of autosomal
dominant spastic paraplegia. Nat Genet 23: 296–303.
23. Evans KJ, Gomes ER, Reisenweber SM, Gundersen GG, Lauring BP (2005)
Linking axonal degeneration to microtubule remodeling by Spastin-mediated
microtubule severing. J Cell Biol 168: 599–606.
24. Bu ¨rger J, Fonknechten N, Hoeltzenbein M, Neumann L, Bratanoff E, et al.
(2000) Hereditary spastic paraplegia caused by mutations in the SPG4 gene.
Eur J Hum Genet 8: 771–776.
25. Riano E, Martignoni M, Mancuso G, Cartelli D, Crippa F, et al. (2009)
Pleiotropic effects of spastin on neurite growth depending on expression levels.
J Neurochem 108: 1277–1288.
26. Pantakani DV, Swapna LS, Srinivasan N, Mannan AU (2008) Spastin
oligomerizes into a hexamer and the mutant spastin (E442Q) redistribute the
wild-type spastin into filamentous microtubule. J Neurochem 106: 613–624.
27. Solowska JM, Garbern JY, Baas PW (2010) Evaluation of loss of function as an
explanation for SPG4-based hereditary spastic paraplegia. Hum Mol Genet 19:
2767–2779.
28. White SR, Evans KJ, Lary J, Cole JL, Lauring B (2007) Recognition of C-
terminal amino acids in tubulin by pore loops in Spastin is important for
microtubule severing. J Cell Biol 176: 995–1005.
29. Roll-Mecak A, Vale RD (2008) Structural basis of microtubule severing by the
hereditary spastic paraplegia protein spastin. Nature 451: 363–367.
30. Lumb J, Connell J, Allison R, Reid E (2012) The AAA ATPase spastin links
microtubule severing to membrane modelling. Biochim Biophys Acta. 1823:
192-197. pp 192–197.
31. Mancuso G, Rugarli EI (2008) A cryptic promoter in the first exon of the SPG4
gene directs the synthesis of the 60-kDa spastin isoform. BMC Biol 6: 31.
32. Canbaz D, Kırımtay K, Karaca E, Karabay A (2011) SPG4 gene promoter
regulation via Elk1 transcription factor. J Neurochem 117: 724–734.
33. Xie X, Lu J, Kulbokas EJ, Golub TR, Mootha V, et al. (2005) Systematic
discovery of regulatory motifs in human promoters and 3’ UTRs by comparison
of several mammals. Nature 434: 338–345.
34. Lindblad-Toh K, Garber M, Zuk O, Lin MF, Parker BJ, et al. (2011) A high-
resolution map of human evolutionary constraint using 29 mammals. Nature
478: 476–482.
35. Badis G, Berger MF, Philippakis AA, Talukder S, Gehrke AR, et al. (2009)
Diversity and complexity in DNA recognition by transcription factors. Science
324: 1720–1723.
36. Scharer CD, McCabe CD, Ali-Seyed M, Berger MF, Bulyk ML, et al. (2009)
Genome-wide promoter analysis of the SOX4 transcriptional network in
prostate cancer cells. Cancer Res 69: 709–717.
37. Dy P, Penzo-Me ´ndez A, Wang H, Pedraza CE, Macklin WB, et al. (2008) The
three SoxC proteins–Sox4, Sox11 and Sox12–exhibit overlapping expression
patterns and molecular properties. Nucleic Acids Res 36: 3101–3117.
38. Chau CM, Evans MJ, Scarpulla RC (1992) Nuclear respiratory factor 1
activation sites in genes encoding the gamma-subunit of ATP synthase,
eukaryotic initiation factor 2 alpha, and tyrosine aminotransferase. Specific
interaction of purified NRF-1 with multiple target genes. J Biol Chem 267:
6999–7006.
39. Scarpulla RC (2008) Transcriptional paradigms in mammalian mitochondrial
biogenesis and function. Physiol Rev 88: 611–638.
40. Fazio IK, Bolger TA, Gill G (2001) Conserved regions of the Drosophila erect
wing protein contribute both positively and negatively to transcriptional activity.
J Biol Chem 276: 18710–18716.
41. Vinson C, Chatterjee R, Fitzgerald P (2011) Transcription factor binding sites
and other features in human and Drosophila proximal promoters. Subcell
Biochem 52: 205–222.
42. Smith KT, Coffee B, Reines D (2004) Occupancy and synergistic activation of
the FMR1 promoter by Nrf-1 and Sp1 in vivo. Hum Mol Genet 13: 1611–1621.
43. Jing X, Wang T, Huang S, Glorioso JC, Albers KM (2012) The transcription
factor Sox11 promotes nerve regeneration through activation of the re-
generation-associated gene Sprr1a. Exptl Neurol. 233: 221–232.
44. Ramachandran B, Yu G, Gulick T (2008) Nuclear respiratory factor 1 controls
myocyte enhancer factor 2A transcription to provide a mechanism for
coordinate expression of respiratory chain subunits. J Biol Chem 283:
11935–11946.
45. Baek D, Ville ´n J, Shin C, Camargo FD, Gygi SP, et al. (2008) The impact of
microRNAs on protein output. Nature 455: 64–71.
46. Xu S, Witmer PD, Lumayag S, Kovacs B, Valle D (2007) MicroRNA (miRNA)
transcriptome of mouse retina and identification of a sensory organ-specific
miRNA cluster. J Biol Chem 282: 25053–25066.
47. Jalvy-Delvaille S, Maurel M, Majo V, Pierre N, Chabas S, et al. (2012)
Molecular basis of differential target regulation by miR-96 and miR-182: the
Glypican-3 as a model. Nucleic Acids Res. 40: 1356–1365.
48. Lehnert S, Van Loo P, Thilakarathne PJ, Marynen P, Verbeke G, et al. (2009)
Evidence for co-evolution between human microRNAs and Alu-repeats. PLoS
One 4: e4456.
49. Bhattaram P, Penzo-Me ´ndez A, Sock E, Colmenares C, Kaneko KJ, et al. (2010)
Organogenesis relies on SoxC transcription factors for the survival of neural and
mesenchymal progenitors. Nat Commun 1: 9.
50. Thein DC, Thalhammer JM, Hartwig AC, Crenshaw EB 3rd, Lefebvre V, et al.
(2010) The closely related transcription factors Sox4 and Sox11 function as
survival factors during spinal cord development. J Neurochem 115: 131–141.
51. Lin L, Lee VM, Wang Y, Lin JS, Sock E, et al. (2011) Sox11 regulates survival
and axonal growth of embryonic sensory neurons. Dev Dyn 240: 52–64.
52. Potzner MR, Tsarovina K, Binder E, Penzo-Me ´ndez A, Lefebvre V, et al. (2010)
Sequential requirement of Sox4 and Sox11 during development of the
sympathetic nervous system. Development 137: 775–784.
53. Stros M, Launholt D, Grasser KD (2007) The HMG-box: a versatile protein
domain occurring in a wide variety of DNA-binding proteins. Cell Mol Life Sci
64: 2590–2606.
54. Gotea V, Visel A, Westlund JM, Nobrega MA, Pennacchio LA, et al. (2010)
Homotypic clusters of transcription factor binding sites are a key component of
human promoters and enhancers. Genome Res 20: 565–577.
55. Goodman M, Sterner KN, Islam M, Uddin M, Sherwood CC, et al. (2009)
Phylogenomic analyses reveal convergent patterns of adaptive evolution in
elephant and human ancestries. Proc Natl Acad Sci USA 106: 20824–20829.
Regulation of Spastic Paraplegia Gene 4 Expression
PLoS ONE | www.plosone.org 13 May 2012 | Volume 7 | Issue 5 | e3650556. Kormish JD, Sinner D, Zorn AM (2010) Interactions between SOX factors and
Wnt/beta-catenin signaling in development and disease. Dev Dyn 239: 56–68.
57. Xin N, Benchabane H, Tian A, Nguyen K, Klofas L, et al. (2011) Erect Wing
facilitates context-dependent Wnt/Wingless signaling by recruiting the cell-
specific Armadillo-TCF adaptor Earthbound to chromatin. Development 138:
4955–4967.
58. Lu W, Yamamoto V, Ortega B, Baltimore D (2004) Mammalian Ryk is a Wnt
coreceptor required for stimulation of neurite outgrowth. Cell 119: 97–108.
59. Liu Y, Shi J, Lu CC, Wang ZB, Lyuksyutova AI, et al. (2005) Ryk-mediated Wnt
repulsion regulates posterior-directed growth of corticospinal tract. Nat Neurosci
8: 1151–1159.
60. Li L, Hutchins BI, Kalil K (2009) Wnt5a induces simultaneous cortical axon
outgrowth and repulsive axon guidance through distinct signaling mechanisms.
J Neurosci 29: 5873–5883.
61. David MD, Cantı ´ C, Herreros J (2010) Wnt-3a and Wnt-3 differently stimulate
proliferation and neurogenesis of spinal neural precursors and promote neurite
outgrowth by canonical signaling. J Neurosci Res 88: 3011–3023.
62. Jankowski MP, Cornuet PK, McIlwrath S, Koerber HR, Albers KM (2006)
SRY-box containing gene 11 (Sox11) transcription factor is required for neuron
survival and neurite growth. Neuroscience 143: 501–514.
63. Chang WT, Chen HI, Chiou RJ, Chen CY, Huang AM (2005) A novel function
of transcription factor alpha-Pal/NRF-1: increasing neurite outgrowth. Biochem
Biophys Res Commun 334: 199–206.
64. Butler R, Wood JD, Landers JA, Cunliffe VT (2010) Genetic and chemical
modulation of spastin-dependent axon outgrowth in zebrafish embryos indicates
a role for impaired microtubule dynamics in hereditary spastic paraplegia. Dis
Model Mech 3: 743–751.
65. Ciani L, Krylova O, Smalley MJ, Dale TC, Salinas PC (2004) A divergent
canonical WNT-signaling pathway regulates microtubule dynamics: dishevelled
signals locally to stabilize microtubules. J Cell Biol 164: 243–253.
66. Kalil K, Li L, Hutchins BI (2011) Signaling mechanisms in cortical axon growth,
guidance, and branching. Front Neuroanat 5: 62.
67. Yu W, Qiang L, Baas PW (2007) Microtubule-severing in the axon: implications
for development, disease, and regeneration after injury. J Environ Biomed 1:
1–7.
68. Pierce ML, Weston MD, Fritzsch B, Gabel HW, Ruvkun G, et al. (2008)
MicroRNA-183 family conservation and ciliated neurosensory organ expression.
Evol Dev 10: 106–113.
69. Juhila J, Sipila ¨ T, Icay K, Nicorici D, Ellonen P, et al. (2011) MicroRNA
expression profiling reveals miRNA families regulating specific biological
pathways in mouse frontal cortex and hippocampus. PLoS One 6: e21495.
70. Wei H, Wang C, Zhang C, Li P, Wang F, et al. (2010) Comparative profiling of
microRNA expression between neural stem cells and motor neurons in
embryonic spinal cord in rat. Int J Dev Neurosci 28: 545–551.
71. Hendrickson DG, Hogan DJ, McCullough HL, Myers JW, Herschlag D, et al.
(2009) Concordant regulation of translation and mRNA abundance for
hundreds of targets of a human microRNA. PLoS Biol 7: e1000238.
72. Guo H, Ingolia NT, Weissman JS, Bartel DP (2010) Mammalian microRNAs
predominantly act to decrease target mRNA levels. Nature 466: 835–840.
73. Courtine G, Bunge MB, Fawcett JW, Grossman RG, Kaas JH, et al. (2007) Can
experiments in nonhuman primates expedite the translation of treatments for
spinal cord injury in humans? Nat Med 13: 561–566.
74. Jensen KP, Covault J (2011) Human miR-1271 is a miR-96 paralog with distinct
non-conserved brain expression pattern. Nucleic Acids Res 39: 701–711.
75. Choi YS, Kim S, Kyu Lee H, Lee KU, Pak YK (2004) In vitro methylation of
nuclear respiratory factor-1 binding site suppresses the promoter activity of
mitochondrial transcription factor A. Biochem Biophys Res Commun 314:
118–122.
76. Lee S, Xu L, Shin Y, Gardner L, Hartzes A, et al. (2011) A potential link
between autoimmunity and neurodegeneration in immune-mediated neurolog-
ical disease. J Neuroimmunol 235: 56–69.
77. Bergeron R, Ren JM, Cadman KS, Moore IK, Perret P, et al. (2001) Chronic
activation of AMP kinase results in NRF-1 activation and mitochondrial
biogenesis. Am J Physiol Endocrinol Metab 281: E1340–E1346.
78. Yang SJ, Liang HL, Wong-Riley MT (2006) Activity-dependent transcriptional
regulation of nuclear respiratory factor-1 in cultured rat visual cortical neurons.
Neurosci 141: 1181–1192.
79. Steinberg GR, Kemp BE (2009) AMPK in health and disease. Physiol Rev 89:
1025–1078.
80. Beauloye C, Bertrand L, Horman S, Hue L (2011) AMPK activation,
a preventive therapeutic target in the transition from cardiac injury to heart
failure. Cardiovasc Res 90: 224–233.
81. Dasgupta B, Milbrandt J (2007) Resveratrol stimulates AMP kinase activity in
neurons. Proc Natl Acad Sci USA 104: 7217–7222.
82. Yun H, Ha J (2011) AMP-activated protein kinase modulators: a patent review
(2006–2010). Expert Opin Ther Pat 21: 983–1005.
83. Tarrade A, Fassier C, Courageot S, Charvin D, Vitte J, et al. (2006) A mutation
of spastin is responsible for swellings and impairment of transport in a region of
axon characterized by changes in microtubule composition. Hum Mol Genet 15:
3544–3558.
84. Kasher PR, De Vos KJ, Wharton SB, Manser C, Bennett EJ, et al. (2009) Direct
evidence for axonal transport defects in a novel mouse model of mutant spastin-
induced hereditary spastic paraplegia (HSP) and human HSP patients.
J Neurochem 110: 34–44.
85. Arnold C, Matthews LJ, Nunn CL (2010) The 10kTrees website: A new online
resource forprimate phylogeny. Evolut Anthropol 19: 114–118.
86. Shaw G, Morse S, Ararat M, Graham FL (2002) Preferential transformation of
human neuronal cells by human adenoviruses and the origin of HEK 293 cells.
FASEB J 16: 869–871.
87. Brummelkamp TR, Bernards R, Agami R (2002) A system for stable expression
of short interfering RNAs in mammalian cells. Science 296: 550–553.
88. Stefan M, Portis T, Longnecker R, Nicholls RD (2005) A non-imprinted Prader-
Willi syndrome (PWS)-region gene regulates a different chromosomal domain in
trans but the imprinted PWS loci do not alter genome-wide mRNA levels.
Genomics 85: 630–640.
89. Rodriguez-Jato S, Nicholls RD, Driscoll DJ, Yang TP (2005) Characterization of
cis- and trans-acting elements in the imprinted human SNURF-SNRPN locus.
Nucleic Acids Res 33: 4740–4753.
Regulation of Spastic Paraplegia Gene 4 Expression
PLoS ONE | www.plosone.org 14 May 2012 | Volume 7 | Issue 5 | e36505